ABSTRACT
INTRODUCTION

Yeast strains and media
The protease-defldent yeast strain BJ1991 (17) was used to prepare yeast extracts. Cells were grown in YPD medium (1% yeast extract. 2% bacto-peptone, 2% glucose) to an Af 2 Cell extracts were prepared as described by Arcangioli and Lescure (2). DNA-bindlng assays were performed under a variety of conditions. Typically 10 \ig of a yeast cell lysate was Incubated with 0.2-1 ng of probe and 0.5 ug pEMBL9 or other plasmld DNA and/or porytd(I-C)) (Sigma) for 20 mm. at 30°C In 20 mM Hepes, pH 7.8, 100 mM NaCl. 2 mM EDTA, 7 mM mercaptoethanol, 1 mM PMSF and 10% grycerol and the sample was immediately loaded on a 4% vertical poh/acxylamlde gel in TBE buffer fTBE: 90 mM Tris, 90 mM boric acid, 2.5 mM EDTA) at 4°C. The sample was electrophoresed at 185V for 5 mln. and then at 135V for 2 to 4 hrs. Gels were treated for 10 mln. with 10% methanol, 10% acetic add. dried and autoradlographed. For competition assays a 10-100 molar excess of unlabelled DNA over the probe was added prior to the addition of the extract The total amount of DNA present in the reaction mixture was kept constant at 0.5 Mg. When plasmld DNA containing yeast inserts was used as specific competitor DNA, it was routinely cut with suitable restriction enzymes which cleave outside the yeast fragments, nnlww otherwise indicated in the text.
For footprintmg, standard binding reactions were scaled up 10 fold, adjusted to 5 mM CaCl2 and digested with empirically determined amounts of DNasel for 1-2 min. The reaction was stopped by adding EDTA to a final concentration of 25 mM and the Incubation mixtures were immediately loaded on a 4% polyacrylamide geL Following electrophoresis, the gel was autoradlographed overnight, free and bound probe was excised from the gel and the DNA was eluted by Incubation overnight at 37°C in 10 mM Tris. pH 7.8. 1 mM EDTA, 0.2% SDS and 0.3 M Nad. The eluate was filtered through glasswool, phenol extracted, ethanol precipitated and analysed by electrophoresis in a 6% polyacrylamide gel containing 6 M urea. The GFII binding regions (Table HI) During preparation of this manuscript, publications describing the DNA sequence requirements of factors similar to GFI appeared (32,33). ABF1. the factor characterized by Buchman et aL (32) . was first detected by Its ability to recognize and bind to the negative regulatory element of the silent mating type locus HMR Subsequent analysis showed that this factor Is capable of binding to sites associated with a number of ARS sequences and with the HIS3/DED1 gene cluster. These sites appear to be variations on the consensus proposed In Table n . Interestingly, these authors were able to find only a single non-ARS binding site (In HIS3/DEDD amongst a selection of 10 yeast genes screened, whereas our analysis, directed primarily at genes coding for Imported mltochondrlal proteins has uncovered a further four sites. This observation lends support to the Idea that GFI sites are preferentially associated with genes required for mltochondrlal biogenesis.
RESULTS
Qn
The second publication describes a telomerlc ARS-blndlng factor, which interacts with a DNA sequence resembling the consensus proposed for GFI (33) . The fact that this factor shows no discernible affinity for either ARS 1 or HMR-E could mean that It Is either a modified form of ABFI or GFI. or that It differs from both.
